Materials and Methods
HEPES 100 mM, EDTA 1 mM, sucrose 330 mM, riboflavin 10 µM, Na2MoO4 1 µM, casein 1 g L -1 , glycerin 10% (v/v), cysteine 10 mM, DTT 1 mM, Na-ascorbate 100 mM, PVPP 1.5% (w/v), PVP 5%
(w/v), PMSF 1 mM; adjusted to pH 7.5) in a 1:10 (w/v) ratio. Extraction/grinding was performed very rapidly to prevent degradation, and extracts were stored at -20°C between grinding and the centrifugation step. All following steps were carried out at +4°C. Thereafter, samples were centrifuged at 5,000 x g for 5 min at 4°C, and an aliquot of the supernatant was used for determination of protein content using a Bradford protein assay (Quick Start Protein assay, BioRad Laboratories, Austria). The NR-assay was performed by adding a reaction buffer containing 200 μL 0.1 M sodium phosphate buffer, pH 7.5, 50 μL of 0.01 M NADH, 50 μL of 0.1 M KNO3 to 200 μL of the enzyme extract and samples were incubated for 30 min at 30°C. The incubation was then stopped by adding 1 mL of a mixture (ratio 1:1 (v:v)) of 2.5% (w/v) sulfanilamide in 3.75 M HCl and 0.5% (w/v) N-(1-Naphtyl) ethylenediamine-dihydrochloride. Following another incubation for 10 min at room temperature the samples were centrifuged for 5 min with 10,000
x g and the absorption determined at 540 nm (Perkin Elmer EnSpire 2300 Multilable Reader).
Absorption values were converted into nmol of nitrite produced by using a standard curve and NR specific activity calculated using the previously determined protein content. Standard solutions (0-20 µM) were prepared from NaNO2 salt (Merck) and treated the same way as samples prior to absorption measurements. Plants continued to grow for another 3 weeks until the final harvest with the exception of the W 5000 treatment. 
